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Staph.aureus 2695 BHI broth culture

G1i 1M20PNa BHI agar plate 1M20P 034mSu BHI plate
(L) (NL)
|
G2 1M20PNa BHI agar plate
(L)
G3-G7  1/8M3PNa BHI broth
(%)
G8 5PNa BHI broth
(IL)
G9 Dialysed culture
(Outside 5PNa BHI broth) 5PNa BHI agar plate (L)
Inside Nalgg 10P BHI agar plate (NG)
(L) 1/2M10P BHI agar plate (NG)
l Na BHI agar plate (NG)
BHI agar plate (NG)
G10-G12 Nal99D
(I()
G13 (DG5) Nal99D 1/2M10P BHI agar plate (NG).
(L) 10PNa BHI agar plate  (NG)
[ Na BHI agar plate (NG)
BHI agar plate (NGY
G14-G16 Nal19$D
(%)
G17 (DG9) Nalg9D 1/2M10P BHI agar plate (NG)
(L) 10P BHI agar plate (few L)
r Na BHI agar plate (L)
BHI agar plate (NG)
G18 (DG10) Na199D
(L) ——Lyophilized
|
G19 (DG11) Nal99D
(L) ————TLyophilized
|
G20 (DG12) Nal199D
(If)
G21 (DG13) Na199D 1/2M10P BHI agar plate (L)
(L) 10PNa BHI agar plate (L)
\I, Na BHI agar plate (1)
BHI agar plate NG
Remarks gar » (xa)

BHI: Brain heart infusion,
inactivated human plasma,
L: L-form, NL: No L-form,
cillin,

1M: 450ug/ml of methycillin,
Na: 5% of NaCl, m: mol,
NG: No growth, 1/8M:450/8ug/ml of methy-
1M: 450/2ug/ml of methycillin, DG: Generation in dialysed culture

20P: 209 of

Su: Sucrose,

Fig. 1. Adaptation of Staphylococcus aureus 2695 L-form to growth in dialysed culture.
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Fig. 2. Ouchterlony immunodifusion in Noble agar with various anti 2695 immunesera and sonicated
antigens and L-Form antigens. Designation of the sera is same as Table 1. Phage types of strains
are: 2919 (type 1), 2695 (type 2), 2696 (type 3) 42D (type 4) and KS6 (miscellaneous).

Table 1. Concavity slide agglutination with various anti-2695 sera and heterologous strains of
Staphylococcus aureus

Immune sera

Immunogen and route administrated

Agglutinogen
Used strains and phage type
2919(1) 2695(2) 2696(3) 42D(4) KSe6(Misc.)

Satph. aureus 2695 formalin killed intact cell,

IRS No.397 intravenous injection. 1024%! 2048 NT*2 NT 64
512% 1024 8192 1024 128
Staph. aureus 2695 formalin killed intact cell,

IRS No.398 intravenous injection. 4096 2048 NT NT 64
256 512 2048 256 64

* Staph. aureus 2695 formalin killed intact cell,
IRS No.400  with Freund incomplete adjuvant, subcutaneous 2048 8192 0 512 256
injection. 2048 8192 0 128 1024

Staph. aureus 2695 stable L-form dialysed
IRS No.390  culture whole, intravenous injection. 16 1024 NT NT 0
32 1024 0 0 0

Staph aureus 2695 stable L-form G23 dialysed
IRS No.399  culture whole, with incomplete Freund adjuvant, 16 1024 NT NT 0
subcutaneous inject. 0 1024 0 0 0

Staph. aureus 2695 stable L-formG23 dialysed
IRS No.396  culture 10500g sediment, with incomplete 8 1024 NT NT 0
Freund Adjuvant, subcutaneous injection. 0 256 0 0 0

Remarks *1: Agglutinating titre of 3 weeks antiserum
*3: Agglutinatint titer of 6 weeks antiserum
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Summary

Induction of L-forms from 23 strains of Staphylococcus aureus was attempted. Pure culture of L-forms was
obtained from 4 strains in a medium of the following composition: BHI agar (Difco) with NaCl added to give a
final concentration of 59;. Heat inactivated human plasma (20%) and methycillin (4504g/ml) was added just
prior to pouring plates. After serial transfer of L-forms in solid or liquid medium, one strain which was designated
as 2695L finally converted to stable L-forms. No reversion of the 2695L to parent intact cells was observed
following continued cultivation or repeated serial transfer to media free from methycillin. Dialysed liquid culture
of the stable L-forms was successfully performed. Results of serological studies using dialysed cultures and intact
cells indicated that this stable L-forms originated in Staphylococcus aureus 2695 strain.



